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Abstract
The highly conserved eukaryotic Elongator complex performs
specific chemical modifications on wobble base uridines of tRNAs,
which are essential for proteome stability and homeostasis. The
complex is formed by six individual subunits (Elp1-6) that are all
equally important for its tRNA modification activity. However, its
overall architecture and the detailed reaction mechanism remain
elusive. Here, we report the structures of the fully assembled yeast
Elongator and the Elp123 sub-complex solved by an integrative
structure determination approach showing that two copies of the
Elp1, Elp2, and Elp3 subunits form a two-lobed scaffold, which
binds Elp456 asymmetrically. Our topological models are consis-
tent with previous studies on individual subunits and further vali-
dated by complementary biochemical analyses. Our study provides
a structural framework on how the tRNA modification activity is
carried out by Elongator.
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Introduction
During the elongation phase of the ribosome-mediated translation
process, transient pausing events support proper domain folding
of the nascent polypeptide chains, which gain their three-
dimensional conformations immediately after they have left the
exit tunnel of the ribosomes, a process sometimes facilitated by
chaperones [1–3]. Previous studies indicated that specific base
modifications in the wobble base position of tRNAs are crucial to
maintain these highly dynamic and complex mechanisms. Mainly
because they influence the recognition rate and affinity between
incoming tRNAs and codons in the A site of the translating ribo-
some [4–6]. Interestingly, expansion of tRNA gene copy numbers
and isoacceptors correlate well with an increase in different tRNA
modification enzymes, suggesting an evolutionary selection for
optimizing translational efficiency and accuracy via different modi-
fication mechanisms [7].
The eukaryotic Elongator complex has been associated with a
plethora of cellular activities [8–10], but nowadays, it is widely
accepted that the main cellular function of the Elongator complex is
the formation of 5-methoxycarbonylmethyl-uridine (mcm5U), 5-
methoxycarbonylmethyl-2-thio-uridine (mcm5s2U), and 5-carba-
moylmethyl-uridine (ncm5U) in the wobble base position of 11
eukaryotic tRNAs [10]. Nevertheless, the detailed chemistry of the
Elongator modification reaction is insufficiently described, and the
role of the resulting modifications is not fully understood [11–13].
In particular, it is currently unclear how tRNA is delivered to the
active center and how the high modification turnover can be
achieved in the context of the full complex. The cellular role of Elon-
gator is of fundamental clinical relevance, as mutations affecting the
integrity and activity of this macromolecular complex are related to
the onset of neurodegenerative diseases [14–16], cancer [17,18],
and intellectual disabilities [19].
The fully assembled Elongator complex contains two copies of
each of its six subunits in vivo [20] and has an estimated molecular
weight of ~850 kDa. All subunits are highly conserved among
eukaryotes [21], which has also been experimentally proven by
cross species complementation analyses of genes encoding individ-
ual subunits and subdomains for yeast, insects, worms, plants, and
humans [15,22–26]. Shortly after the initial description of the three-
component Elongator sub-complex (Elp123) [27], an additionally
associated sub-complex containing subunits Elp4, Elp5, and Elp6
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[28] was identified under milder purification conditions. Crystal
structures are currently available for the homo-dimer of the Elp1 C-
terminus [29], Elp2 [30], and the RecA-like Elp456 hetero-hexamer
[20,31]. We recently determined the crystal structure of full-length
Elp3 from a bacterial homolog (DmcElp3), which shows high
sequence similarity to Elp3s from different organisms, including
yeast and humans [32]. The structure shows that the lysine acetyl
transferase (KAT) domain and the S-adenosylmethionine binding
domain (SAM) share a large and highly conserved interface that
creates a specific tRNA binding pocket and forms a composite active
site. However, no structural information is yet available for the
Elp123 sub-complex or the holoElongator (Elp1-6), precluding the
localization of the active center in relation to the other complex
components.
We set out to obtain structural information on the fully assem-
bled Elongator complex to better understand how the different sub-
units interact and together deliver modifiable tRNAs to the
enzymatically active Elp3 subunit. Here, we report the structures of
holoElongator and the Elp123 sub-complex at 31 A˚ and 27 A˚ resolu-
tion, respectively, by negative-stain electron microscopy (EM). In
addition, we describe the global interaction network between all six
individual subunits using crosslinking mass spectrometry (XL-MS)
and combine these results by an integrative modeling approach,
which allows us to localize all subunits and provide a topological
model of the full complex. The model enables us to anticipate how
the tRNA modification activity is carried out by this large molecular
machine and how the individual subunits contribute to its assembly
and activity.
Results
Endogenous Elongator and Elp123 sub-complex coexist as
stable complexes
In an initial attempt of assembling the Elongator complex from
individually purified proteins, expressed heterologously in Escheri-
chia coli, we were able to observe a direct interaction between
Elp1 and Elp3, and Elp1 and Elp456. Furthermore, these five sub-
units can also simultaneously interact with each other to form a
complex that comprises Elp1, Elp3, and the Elp456 sub-complex.
In contrast, we could not detect interactions between Elp2 and any
of the other subunits (Fig EV1A and B), supporting the idea that
further posttranslational modifications or chaperones are required
for the assembly of the complete Elongator complex [33,34].
Therefore, we focused on the characterization of endogenous
tandem-affinity purification (TAP)-tagged [35] Elongator, which
permits the purification of all six subunits directly from yeast. We
constructed yeast strains carrying endogenously TAP-tagged
versions of Elp1 and Elp6 and purified Elongator using previously
established purification protocols [20]. Consistent with sub-
stoichiometric cellular amounts of Elp456 in vivo [28,36,37], purifi-
cations of Elp1-TAP resulted in an excess of Elp123 sub-complex
[20], whereas Elp6-TAP purifications resulted in reduced quantities
but yielded highly pure, complete, and stoichiometric Elongator
complex. Large-scale preparations yielded sufficient amounts of
pure Elongator complex and Elp123 sub-complex to analyze their
overall architecture and shape by EM.
The Elp456 ring is asymmetrically positioned in the
holoElongator complex
In order to obtain the structure of Elongator, we used negative-stain
EM of the purified Elp6-TAP holoElongator complex. Highly pure
and stoichiometric holoElongator complex (Fig 1A) was stabilized
using low amounts of glutaraldehyde and reapplied to gel filtration.
A homogeneous population of two-lobed particles was observed
(Fig 1B) and 22,876 particles were selected and subjected to refer-
ence-free two-dimensional (2D) classification. The class averages
show a complex of around 260 × 170 A˚ formed by two lobes with a
cleft in between (Fig 1C). Interestingly, a hexameric ring-shaped
density protruding from one of the lobes is clearly visible (Fig 1C).
In addition, some of the side view 2D averages are asymmetric,
while some top views do not show a ring. Together, these observa-
tions suggest that only one copy of the hetero-hexameric Elp456 ring
asymmetrically interacts with the Elp123 sub-complex, as previ-
ously described [20].
The structure of holoElongator (Fig 1D) is ~270 A˚ in height,
~180 A˚ length, and ~160 A˚ width, and there is a clear correlation
between the class averages and the model back-projections (Fig 1C).
The Elongator model shows an estimated resolution of 31 A˚ based
on the Fourier Shell Correlation (FSC; Fig EV2A), and although the
angular assignment of particle orientations is well distributed, we
observed a preferential orientation, a commonly observed phenom-
enon in negative-stain EM (Fig EV2B). The structure consists of two
lobes linked in the upper part by the “arch” and divided by a “cleft”,
with two lateral bean-shaped densities, herein after referred as the
“wings”. A hexameric ring density stands out from one of the lobes
and the Elp456 crystal structure seamlessly fits into this density
(Fig 1E). Thus, although most of the Elongator density has the
shape of a nearly symmetrical two-lobed structure, the Elp456 ring
binds to the complex asymmetrically. The C-terminal domain (CTD)
of Elp1 observed in the crystal structure [29] can be also unambigu-
ously fitted to the holoElongator model (Fig 1F). The Elp1-CTD fits
to the arch of the Elongator complex with higher scores than in
other locations. Importantly, the fit of Elp1-CTD indicated the
correct handedness of the 3D reconstruction as the Elp1-CTD fits
significantly better in one of the mirrored holoElongator maps
(Fig EV2C and D). In addition, we used an experimental tilt-pair
validation approach to confirm the handedness and correctness of
our 3D reconstruction (Fig EV2E). However, we could not unam-
biguously place either the WD40 domains of Elp1 or the Elp2 and
Elp3 subunits, which fitted to various locations in the map with
similar cross-correlation scores, likely due to the limited resolution
of our reconstruction.
Two copies of the Elp1, Elp2, and Elp3 subunits form a symmetric
Elp123 sub-complex
To identify and localize the Elp1, Elp2, and Elp3 subunits, we
analyzed purified Elp123 sub-complex by negative-stain EM. As
previously described [20,28], Elp1-TAP purifications contain a
heterogeneous mixture of Elp123 and holoElongator, which makes
the structural analyses of these samples more complicated. Never-
theless, after slight modification of the purification protocol, we
managed to separate the two species and obtain sufficient amounts
of pure and stoichiometric Elp123 sub-complex. The purified Elp123
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sample (Fig 2A) was stabilized with low amounts of glutaraldehyde
and eluted from a gel filtration column at a volume expected for a
~610 kDa complex. This suggested that the Elp123 sub-complex in
isolation also harbors two copies of each of the three subunits, as
previously described for the full complex [20,28].
A major population of two-lobed particles was observed (Fig 2B)
and 50,034 particles were selected for reference-free 2D classifi-
cation. The class averages show different side views of a structure
that clearly resembles holoElongator but misses the ring-shaped
density (Fig 2C). 3D classification of the Elp123 sub-complex
showed the presence of a twofold symmetry axis, which was previ-
ously observed in some of the class averages (Fig EV3A). Thus, the
final C2-symmetrized model shows an estimated resolution of 27 A˚
according to the FSC (Fig EV3B and C). The back-projections of the
3D model correlate well with the class averages (Fig 2C), and the
overall angular assignment of particle orientations is well distrib-
uted (Fig EV3D).
The 3D reconstruction of the Elp123 complex closely resembles
the holocomplex. In detail, the two lobes are linked in the upper
part by the arch and are separated in the lower part by the cleft,
while they extend laterally into the wings (Fig 2D). The dimensions
of the Elp123 sub-complex are also similar in height (~170 A˚) and
length (~260 A˚) to the holocomplex, though it is more flattened in
the third dimension (~100 A˚) due to the absence of Elp456. Simi-
larly to the holoElongator, the dimer of the C-terminal domain
(CTD) of Elp1 could be fitted significantly better in one of the
mirrored Elp123 maps confirming the correct handedness of the
Elp123 reconstruction (Figs 2E and EV4A). The Elp1-CTD fits to the
arch in the equivalent position and the twofold symmetry axis of
the Elp1-CTD structure aligns with the symmetry axis of the map.
Interestingly, some of the class averages in top view seemed to
represent only partial Elp123 sub-complexes without one of the
wings (Fig EV4B). Indeed, 3D classification showed one class that
clearly resembled the intact Elp123 model missing one of the wings
(Fig EV4C). The refinement of this class yielded an asymmetric
model at 31 A˚ resolution based on the FSC (Fig EV4D). Back-projec-
tions of the 3D model correspond well with the class averages
(Fig EV4B). A difference map between the full Elp123 model and
the asymmetric model rendered, apart from a minor difference in
the bottom part, a bean-shaped density (Fig EV4E). Our group also
independently solved the yeast Elp2 structure at 2.8 A˚ resolution
(Appendix Table S1 and Fig EV4F), which is highly similar
A
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B D
Figure 1. EM reconstruction of endogenous holoElongator.
A SDS–PAGE gel showing the purified holoElongator complex used as input for gel filtration. Protein bands marked with asterisks presumably correspond to different
phosphorylation states of Elp1 that have been previously described [34].
B Representative negative-stain EM field of the holoElongator complex. Particles in side and tilted views are highlighted. Scale bar, 50 nm.
C Reference-free class averages and back-projections of the holoElongator model. Hexameric ring-shaped densities and the asymmetric side view are indicated
(arrowheads). Scale bar, 20 nm.
D EM reconstruction of the holoElongator complex at 31 Å resolution.
E Fitting of the Elp456 crystal structure into the ring density of the holoElongator reconstruction.
F Fitting of the Elp1 CTD into the holoElongator reconstruction.
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(r.m.s.d. = 1.19 A˚686Ca) to the previously published Elp2 structure
[30]. Both Elp2 structures can be seamlessly fitted in the wings of
the Elongator complex (Fig 2F), but due to the pseudo symmetric
shape of its two WD40 domains it is not possible to know the exact
orientation of the Elp2 at the attained resolution.
In summary, the presented 3D models allow us to position the
CTD of Elp1 within the arch and the Elp2 within the wings, though
the precise orientation of Elp2 is still unclear. Moreover, the Elp456
binds asymmetrically to one of the lobes formed by single copies of
Elp1, Elp2, and Elp3. In contrast, the two N-terminal WD40
domains of Elp1 and the Elp3 subunit fit in different locations with
similar scores, precluding their placement solely based on the EM
maps and requiring additional restraints for their unambiguous
localization.
A tight network of interactions connects the Elp123 and the
Elp456 sub-complexes
In order to identify contacts between all the individual subunits and
obtain additional spatial restraints, we performed XL-MS analyses
(Fig 3 and Appendix Fig S1A). In summary, we detected 41 unique
inter-subunits and 75 intra-subunit highly confident crosslinks. The
crosslinks were deemed highly confident if their ld (linear discrimi-
nant) confidence score, as calculated by xProphet [38], was ≥ 30
(Appendix Table S2). Although many crosslinks appear in flexible
regions, we were able to validate our approach by observing the
expected distance (< 30 A˚) between several lysine residue pairs
present in the structured parts of the previously published crystal
structures of Elp2, Elp3, and Elp456 and that had been identified as
high confidence crosslinks (Appendix Fig S1B and C). Although the
used Elp1-TAP sample contained an excess of Elp123, we were able
to detect a tight network of interactions between the Elp123 and
Elp456 sub-complexes. Importantly, Elp3 and Elp4 extensively
crosslink to both the N- and C-terminal regions of Elp1 (Fig 3).
Moreover, the exclusive presence of inter-subunit crosslinks on one
of the sides of the Elp456 hetero-hexameric ring clearly identified a
preferential orientation of the Elp456 ring on the Elp123 sub-
complex (Appendix Fig S1D). Comparing to Elp1, Elp3, and Elp4,
we observed only very few inter-subunit crosslinks in Elp2, Elp5,
and Elp6. This may result from the lower level of disordered regions
in Elp2, Elp5, and Elp6, but also may suggest that these subunits
simply share less and smaller interfaces with the other subunits. In
summary, we detected a unique set of distance restraints between
the six Elongator subunits.
A
C E F
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Figure 2. EM reconstruction of endogenous Elp123 sub-complex.
A SDS–PAGE gel showing the purified Elp123 sub-complex used as input for gel filtration. Protein bands marked with asterisks presumably correspond to different
phosphorylation states of Elp1.
B Representative negative-stain EM field of the Elp123 sub-complex. Particles in side and top views are highlighted. Scale bar, 50 nm.
C Reference-free class averages and back-projections of the Elp123 model. Scale bar, 20 nm.
D EM reconstruction of the Elp123 sub-complex at 27 Å resolution.
E Fitting of the Elp1 CTD into the Elp123 reconstruction.
F Fitting of the Elp2 crystal structure in the difference density generated by subtracting the partial Elp123 reconstruction from the complete Elp123 reconstruction.
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The Elp1 dimer forms a scaffold for the Elp2 and Elp3 binding in
the Elp123 sub-complex
Since the EM map of Elp123 sub-complex did not allow the unam-
biguous fitting of all Elongator components, we used a previously
established integrative approach for modeling based on the combi-
nation of EM maps and crosslinks [39,40]. This approach performs
global fitting of subunits or their domains in EM maps to maximize
their fit to both the EM density and the crosslinks, optimize connec-
tivity between domains of the same protein, and minimize the steric
overlap between the domains.
As starting structures of the subunits, we used homology models
of the WD40 domains of Elp1, a composite model of the Elp1-CTD
dimer based on the yeast and human Elp1-CTD structures, the Elp2
crystal structure, and a homology model of Elp3 based on DmcElp3.
Short loops and tails that were missing in the crystal structures or
homology models, but formed crosslinks potentially useful for posi-
tioning the subunits were included as flexible loops and a-helices in
accordance with secondary structure predictions. Although the exact
conformation of such loops is difficult to predict, they can help in
restraining the orientation of structured domains [41]. Overall, 30
out of 116 crosslinks could be mapped to the respective starting
structures.
The best-scoring model fits to the Elp123 negative-stain EM map,
fills 93% of the map volume, and recapitulates its characteristic
shape (Fig 4A). Twenty-eight out of 30 (93%) crosslinks satisfy the
distance threshold between crosslinked Ca atoms of 30 A˚. The two
crosslinks that remain violated link the K401 residue from a helix
located in a long loop not present in the Elp3 crystal structure with
distant regions of Elp3 and Elp1-CTD. Thus, these crosslinks can be
explained either by structural flexibility or the expected 5% false-
positive rate of the XL-MS. The satisfied crosslinks define the loca-
tions and orientation of the subunits. The location as well as the
orientation of Elp3 is defined by crosslinks from the N-terminus of
Elp3 to Elp2 and from the Elp3-KAT domain to the second WD40
domain of Elp1 and Elp1-CTD (Fig 4B). The orientation of Elp2 in
the wing of the map is restrained by crosslinks from the N-terminal
WD40 domain of Elp2 to Elp1-CTD and the N-terminus of Elp3
(Fig 4B).
In summary, the model reveals the overall architecture of the
Elp123 sub-complex of Elongator. The scaffold of the structure is
formed by Elp1, which assumes the central position in the complex
and mediates the dimerization. The Elp1-CTD dimer forms the arch
and with its N-terminal WD40 domains creates a docking platform
for Elp3. Elp2 is located peripherally attached to Elp1-CTD and Elp3.
All subunits contribute to the formation of the central cavity, which
consists of the space between the two lobes and extends toward the
Elp2 wings.
Topological model of the holoElongator
The above model of the Elp123 sub-complex is a suitable starting
point for generating the model of the holoElongator. Thus, to build
the complete model of the Elongator complex based on the EM
Figure 3. XL-MS analyses of fully assembled Elongator.
Schematic overview of highly confident (LD score at least 30) crosslinks between Elp1 (orange), Elp2 (yellow), Elp3 (pink), Elp4 (green), Elp5 (blue), and Elp6 (sand). The
size of the used squares is adjusted to the length of the individual proteins and also indicated the location of the respective crosslinks. Inter-crosslinks are drawn as lines
colored according to one of the linked subunits, intra-crosslinks as arcs colored according the subunit, whereas “dimeric” crosslinks (linking same residues of a protein)
are depicted as red loops. Structural domains are indicated. Protein regions not present in the crystal structures and homology models are colored black. Figure was drawn
using xiNET [76].
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map, we fitted our Elp123 structural model and the known Elp456
crystal structure. Because of the observed conformational devia-
tions in the EM map of holoElongator, we fitted the two Elp123
lobes independently and refined the resulting model using an auto-
mated modeling procedure (see Materials and Methods). One
Elp123 lobe fits well into the lobe bound to the hexamer, with all
densities of Elp1, Elp2, and Elp3 recapitulated in the EM map.
Thirty-seven out of 39 (95%) crosslinks satisfy the distance thres-
hold of 30 A˚ between crosslinked Ca atoms. Elp2, Elp3, and part
of the Elp1-CTD also fit well to the second lobe of the map.
However, the fit is poorer for the WD40 domains of Elp1. The
Elp456 hetero-hexamer unambiguously fits to the hexameric
density, while crosslinks provide information about the relative
positions of the Elp4, Elp5, and Elp6 subunits within the hexameric
ring and about the face of the ring that interacts with Elp123 (see
below). Some loops and peripheral regions of Elp3 protrude out of
the EM density but locate close to unassigned densities linking
Elp456 and Elp3. Thus, Elp1 and Elp3 may undergo conformational
changes upon binding of the Elp456 sub-complex.
The resulting model agrees with the crosslinks between the
Elp456 and Elp123 sub-complexes (Fig 4C). Firstly, one of the
copies of Elp4 locates close to Elp3, satisfying the crosslinks to Elp3.
A C
B D
Figure 4. Integrative models of the Elp123 sub-complex and the holoElongator complex.
Models are shown in ribbon representation fitted to the corresponding EMmaps. The lysine–lysine crosslinks are mapped on themodels. The crosslinks are colored blue if they
are satisfied (Ca–Ca atoms of the linked positions less than 30 Å apart) or red if violated. The crosslink visualization was created with the Xlink Analyzer plugin for UCSF
Chimera [77].
A The model of the Elp123 sub-complex.
B Crosslinks supporting the orientation of Elp3 (left) and Elp2 (right). The crosslinks are shown separately to highlight crosslinks linking from Elp3 and Elp2 to other
subunits, respectively.
C The model of holoElongator.
D Crosslinks supporting the orientation of the Elp456 hexamer.
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The same Elp4 molecule is also close to the N-terminal WD40 of
Elp1, likely explaining crosslinks to this domain (Fig 3). The second
copy of Elp4 is placed close to the Elp1-CTD, enabling crosslinks
from Elp4 to that region of Elp1 (Fig 4D). Clearly, crosslinks to both
the CTD and the N-terminal WD40 domain of Elp1 can only be satis-
fied in the observed lateral ring position. The Elp456 positioning
also explains the presence of crosslinks exclusively on one side of
the ring (Appendix Fig S1D).
Our structural models suggest that the Elp456 hexamer is
placed exactly on top of the cleft containing the Elp3 active site.
The comparison of the maps also revealed that Elp123 lobes
moved relatively to each other, at the hinge region in the middle
of Elp1-CTD (Figs 1F and 2E). Thus, in addition to the presence
of Elp456, the Elp123 lobes of holoElongator significantly deviate
from the C2 symmetry observed in the Elp123 sub-complex. In
summary, we provided topological models of the Elp123 sub-
complex and holoElongator by integrative modeling, which are
based on the combination of determined EM structures and XL-
MS data.
Functional in vivo and in vitro experiments validate the
Elongator model
In order to validate the newly discovered subunit interfaces of these
models, we performed biochemical, biophysical, and functional
in vivo experiments. In detail, we used individually purified S. cere-
visiae Elp1, Elp2, and Elp456 proteins and the KAT and SAM
domains of Elp3 in different protein–protein interaction assays.
Consistent with our crosslinking results and as predicted from our
model, we observed that Elp1 interacts directly with the KAT
domain of Elp3, but requires Elp456 to interact with the SAM
domain of Elp3. In the presence of Elp1, Elp456 interacts with the
SAM domain of Elp3, but not with its KAT domain (Fig 5A). We
observed that Elp451–2706 directly interacts with the SAM domain of
Elp3 as predicted, though a large excess of protein is required. In
addition, we observed that in the presence of Elp1, the SAM domain
of Elp3 and Elp456 seem to interact stronger, confirming the dense
interaction network between Elp1, Elp3, and Elp4 in our XL-MS
approach and the holoElongator model. However, N- and C-termin-
ally truncated Elp456 (Elp466–42651–2706) [20] do neither interact
with the SAM domain of Elp3 nor tether Elp1 to the SAM domain
(Fig 5B).
Considering the rather surprising asymmetrical localization of
Elp456, we were also interested in mapping the interacting regions
between Elp123 and Elp456 more precisely. Firstly, a loop region in
Elp4 (aa168–233) that contained a large number of inter-subunit
crosslinks with Elp1 and intra-subunit crosslinks with the N-
terminus of Elp4, is dispensable for the interaction between Elp1
and Elp4. Thus, we show that the highly conserved ten first residues
of the Elp4 N-terminus, which also shows several intra-crosslinks to
the above-mentioned loop (aa168–233), are important for the inter-
action between Elp1 and the Elp456 sub-complex (Fig 5C). Elp4 by
itself interacts with the first WD40 domain of Elp1 (aa42–431;
Appendix Fig S2A) and, accordingly, a deletion of the short
conserved stretch at the N-terminus of Elp4 abolishes the interaction
between Elp11–734 and Elp4 (Fig 5D). Moreover, we used isothermal
titration calorimetry (ITC) to confirm that synthetic peptides
(aa1–10 and aa1–27) of the conserved region directly interact with
the purified N-terminal region of Elp1 (Kd 1–10 = 2.7 lM  0.3,
Kd 1–27 = 1.6 lM  0.4; Appendix Fig S2B). Interestingly, we
observed that this interacting region between Elp1 and Elp456 is salt
sensitive (Appendix Fig S2C), which has also been described for the
interaction of the endogenous Elp123 and Elp456 sub-complexes
[28]. Although the N-terminus of Elp4 is most likely unstructured
and its length is not highly conserved, our model supports the
presence of an interaction between the N-terminus of Elp4 and the
N-terminal WD40 domain of Elp1.
Finally, to understand the contribution of individual conserved
surface residues in Elp2, we mutated residues in the previously
identified [30] basic region (R626, R628, R654, R675), which was
described to be important for histone acetylation and microtubule
binding. Mutating these residues also leads to phenotypes associ-
ated with tRNA modification defects. Furthermore, we also show
that two additional regions (aa201–204 and aa552–557) seem to be
important for Elongator activity as they show similar phenotypes
(Fig EV5A and B). Accordingly, the former region (aa201–204)
contributes to formation of the cavity around the active site,
together with Elp1-CTD and Elp3, in which Elp456 binds. None of
the tested mutations affects the stability of Elp2 (Fig EV5C) and we
therefore believe that these regions are involved in protein–protein
interactions.
Discussion
Here, we determine the overall architecture of the endogenous
eukaryotic Elongator complex and propose the relative position
and orientation of the individual subunits within the fully assem-
bled complex. Our study, together with a study published by Setia-
putra et al [42] in the same issue, confirms that Elp456
asymmetrically interacts with the Elp123 sub-complex, to form
holoElongator. Although the atomic positioning of Elp3 and the
WD40s of Elp1 will require additional studies, the presented
models suggest that Elp1 provides a scaffold for Elp2 and Elp3 and
also acts as the docking platform for Elp456 (Fig 6A). In detail, the
active site of Elp3 is located in the conserved cavity formed by
Elp3, the N-terminal WD40 domain of Elp2, and the a-solenoid
domain of Elp1-CTD (Appendix Fig S3A and B). The region of Elp2
contributing to the cavity includes residues 201–204, which were
found to be important for tRNA modification activity of Elongator
(Fig 6B). Furthermore, Elp3 is located close to the region of Elp1
implicated in tRNA binding (aa1221–1259) [43], suggesting that
Elp3 and Elp1 might be able to simultaneously bind to a single
tRNA molecule (Fig 6B).
Overall, our model agrees with the independently identified
protein–protein interfaces between Elp1, Elp3, and Elp456 and with
the relative orientation of the conserved regions of all individual
subunits (Appendix Fig S3C–E). In detail, Elp3 is mostly anchored
to Elp1 via its KAT domain, agreeing with our observations that
Elp1 interacts with the KAT domain, but only shares a very small
interface with the SAM domain of Elp3 (Fig 6C). Although the
Elp456 hexamer is placed exactly on top of the cleft containing Elp3
active site, biochemical analyses suggest that the ring is also teth-
ered to Elp123, via additional interactions, one of them between the
flexible N-terminal residues of Elp4 and the first WD40 domain of
Elp1 (Fig 6A). The position of Elp456 close to the active site of Elp3
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A B
C D
Figure 5. Validation of the Elp123 and holoElongator models.
A GST pull-down assays of purified GST-tagged Elp3 SAM domain (aa72–389) and KAT domain (aa348–557) with untagged full-length Elp1 and Elp451–2706. GSH resin
and proteins were used as input controls. Lower panel shows 5% of the input and upper panel shows bound fractions. All samples were analyzed by SDS–PAGE and
stained by Coomassie. Identities of respective proteins are indicated on the right.
B Same as (A), but using only GST-tagged Elp3 SAM domain with combinations and variants of Elp1, Elp2, and Elp456.
C Same as (A) using GST-tagged full-length Elp1 and truncations and deletions of Elp456.
D Same as (A) using GST-tagged C-terminally truncated Elp1 in combination with truncated versions of Elp4.
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strongly suggests a direct role of the Elp456 sub-complex in tRNA
recruitment prior to the modification reaction or clearance of the
tRNA after the reaction. In that respect, it is surprising that the
Elp456 sub-complex interacts asymmetrically only with one side of
the Elp123 sub-complex and it remains to be shown what triggers
the polarized interaction with a symmetric Elp123 sub-complex. We
currently hypothesize that binding of Elp456 to one side of Elp123
induces a conformational change within the holocomplex that
hinders a second copy of Elp456 to bind to the second lobe. This
would be in accordance with the relative movement observed
between the lobes when comparing the Elp123 and the holoElonga-
tor EM models, in which they come closer to each other and form a
more compact structure. It is also worth mentioning that deletions
of any of the six subunits lead to similar phenotypes [44], suggest-
ing that despite the asymmetrical localization of Elp456, all compo-
nents are equally important for Elongator activity.
A
B
C D
Figure 6. Model of Elongator’s tRNA modification reaction.
A Overview of holoElongator and individual domains important for the interaction of Elp123 with Elp456. Elp1 (orange), Elp2 (yellow), Elp3 (pink), Elp4 (green), Elp5
(blue), and Elp6 (sand) are shown in surface representation to indicate the topological nature of our model. Individual domains are labeled.
B Same as (A) but tilted view to highlight the active site cavity (left). Close-up view of the active site in which all known tRNA binding sites and a region of Elp2
important for tRNA modification activity are highlighted. Individual structures of the subunits are shown in cartoon and surface representation.
C Close-up view on the localization of Elp3 and the orientation of its KAT and SAM domains in relation to Elp1 and Elp2.
D Close-up view on the relative spatial orientation of the conserved basic patch in Elp2 and the potential interaction site between Elp456 and a region of Elp2
important for tRNA modification activity. The potential tRNA binding site in Elp3 is indicated (arrow and circle).
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In addition, residues 552–557 of Elp2, which were found to be
important for tRNA modification, locate to the interfaces between
Elp3 and Elp5 (Fig 6D). Although we show that mutating the resi-
dues of this patch (R626, R628, R654, R675) affects Elongator’s
activity, it is not involved in protein–protein interactions within the
Elp123 sub-complex (Fig 6D). Therefore, this conserved basic patch
of Elp2, which was also implicated in microtubule binding, could
indeed be available for the interaction with other factors or stabilize
the Elongator assembly in different conformational states.
Notably, we fitted a monomeric model of Elp3 using integrative
modeling, although DmcElp3 was shown to form monomers and
dimers in solution. Restraining yeast Elp3 to its equivalent dimeric
conformation (as observed in the crystal structure of DmcElp3) led
to several crosslink violations and to worse fits to the EM map. On
the one hand, eukaryotic Elp3s might not need to directly dimerize,
due to the presence and function of the other five subunits, partially
absent in archaea and completely lacking in bacteria. On the other
hand, other cofactors, for example, Kti11/Kti13, which are not
present in our protein preparations, might promote dimerization of
Elp3 or induce conformational changes of the whole complex. As
we were neither able to reconstitute Elp2 containing complexes
from bacterially expressed subunits nor found an interaction of Elp2
with any of the other five subunits in GST pull-down assays, it
remains to be shown whether and which known [33,34] or
unknown posttranslational modifications are responsible for the
stable interaction of Elp2 with the other Elongator subunits.
The position of the active center in the model of the holocomplex
provides important mechanistic insights on the tRNA modification
activity. Previously, we showed that ATP binding promotes dissoci-
ation of tRNA from Elp456 [20]. Thus, we speculate that tRNA mole-
cules are delivered to the Elp123 complex via initial binding to the
Elp456 ring and that the intrinsic ATPase activity of Elp456 triggers
the dissociation of tRNA from the ring, which allows the transfer
from Elp456 to the Elp123 complex.
Last but not least, our structural analyses of Elp123 and holo-
Elongator also confirm the finding that the C-terminus of Elp1 is
essential for the assembly of the overall Elongator complex. Interest-
ingly, this region is missing in a subpopulation of familial dysau-
tonomia (FD) patients, due to a heterozygous mutation that leads to
splicing defect and results in the expression of a substantially C-
terminal truncation of Elp1 [45]. From our analyses, it becomes
obvious that the presence of a truncated form of Elp1 would lead to
a disassembly of the full complex and diminished tRNA modifi-
cation activity [46].
Materials and Methods
Yeast strains and fermentation
Saccharomyces cerevisiae strains BS1173 (MATa; ade2-1;his3-11,15;
leu2-3,112; Dtrp1; ura3-1; can1-100; Elp1-TAP::TRP1) and BSY2369
(MATa; ade2-1;his3-11,15; leu2-3,112; Dtrp1; ura3-1; can1-100;
Elp6-TAP::TRP1) were generated as described previously [47,48].
Yeast cells were grown on a fresh YPD plate and then transferred to
a 150-ml flask of YPD with 0.05% adenine sulfate and incubated for
24 h at 30°C and 180 rev/min. This pre-inoculum was seeded into
1 l of the same medium, which after 6–7 h incubation in identical
conditions was used to inoculate 100 l YPDA. Cells were grown in a
BIOSTAT D-DCU fermentor (Sartorius) for 16 h at 30°C and
150 rev/min to an OD600 of 5–6, harvested by centrifugation and
stored at 80°C until use.
TAP purifications
Tandem-affinity purification purifications were performed as
described previously [20]. In detail, 1,500 g (BSY2369 strain) and
390 g (BS1173 strain) of cells were suspended in buffer A (250 mM
HEPES pH 7.9, 125 mM NaCl, 0.1% NP-40, 1 mM DTT, 10% glyc-
erol, 1 mM PMSF) supplemented with protease inhibitor cocktail
(Complete EDTA-free, Roche) and lysed at 4°C with glass beads in a
BeadBeater (BioSpec). The soluble fraction obtained after centrifu-
gation (1 h at 30,000 g in a Beckmann JA14 rotor) was incubated
with 5 ml pre-equilibrated IgG Sepharose (GE Healthcare) for 4–6 h.
After washing with buffer B (50 mM HEPES pH 7.9, 125 mM NaCl,
0.1% NP-40, 1 mM DTT, supplemented with protease inhibitor
cocktail, and 10% glycerol for the BSY2369 strain) and buffer C
(10 mM HEPES pH 7.9, 125 mM NaCl, 0.1% NP-40, 0.5 mM EDTA,
1 mM DTT, and 10% glycerol for the BSY2369 strain), the IgG beads
were mixed with TEV protease and incubated overnight at 4°C. The
supernatant was recovered and the resin was further washed with
buffer C. Then, three column volumes of buffer D (10 mM HEPES
pH 7.9, 125 mM NaCl, 1 mM MgAcetate, 1 mM imidazole, 2 mM
CaCl2, 10 mM 2-mercaptoethanol, and 10% glycerol for the
BSY2369 strain) supplemented with 3 mM CaCl2 (final concentra-
tion) were added to the sample that was subsequently incubated
with 5 ml of Calmodulin Sepharose (GE Healthcare) for 2–4 h. After
washing with buffer D, the sample was eluted in buffer E (10 mM
HEPES pH 7.9, 125 mM NaCl, 1 mM MgAcetate, 1 mM imidazole,
2 mM EGTA, 10 mM 2-mercaptoethanol). The sample was concen-
trated to 0.3 mg/ml (Elp123) and 0.2 mg/ml (Elongator), cross-
linked with 0.01% glutaraldehyde (Electron Microscopy Sciences)
for 1 h at 4°C, and quenched with 40 mM Tris–HCl buffer (final
concentration) for 10 min at 4°C. The final purification step
comprises a gel filtration using a Superose 6 Increase 3.2/300
column (GE Healthcare) in buffer F (10 mM HEPES pH 7.9, 125 mM
NaCl, 5 mM 2-mercaptoethanol). Crosslinked Elp123 complex was
analyzed by Western blotting with TAP-tag antibody (Thermo Scien-
tific) and anti-Elp2 antibody (polyclonal, 1:2,000).
Individual proteins expression and purification
The codon-optimized sequences of Elp1, Elp2, Elp3, and Elp4 were
subcloned into the pETM30 vector to obtain N-terminally 6xHis-
GST-tagged proteins and transformed into BL21 pSarRare E. coli.
Cultures were grown at 37°C until OD600 ~1, and protein expression
was induced using 0.5 mM isopropyl-b-D-thiogalactopyranoside
(IPTG), incubated at 18°C overnight, and harvested the next morn-
ing by centrifugation. Pellets were resuspended in lysis buffer
(50 mM Tris–Cl pH 7.5, 300 mM NaCl, 20 mM imidazole, 1 mM
MgCl2, 5% glycerol, 2 mM 2-mercaptoethanol, protease inhibitor
tablets (Roche), DNase, and lysozyme) and lysed using a high-
pressure homogenizer. The lysate was cleared by centrifugation at
15,000 g for 1 h at 4°C, and the supernatant was incubated with
NiNTA resin for 2 h at 4°C. The bound protein was washed with
wash buffer (50 mM HEPES pH 7.5, 300 mM NaCl, 1 mM MgCl2,
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5% glycerol, 2 mM 2-mercaptoethanol) and eluted with elution
buffer (50 mM Tris pH 7.5, 300 mM NaCl, 250 mM imidazole,
1 mM 2-mercaptoethanol). Subsequently, the eluted protein was
either dialyzed (20 mM Tris pH 7.5, 300 mM NaCl, 20 mM imida-
zole, 1 mM 2-mercaptoethanol) in the presence of TEV protease at
4°C overnight or directly applied to a S200 (26/60) gel filtration
column (GE Healthcare) equilibrated in gel filtration buffer (20 mM
HEPES pH 7.5, 150 mM NaCl, 5 mM DTT) to obtain GST-tagged
versions. The cleaved tag was removed using a second NiNTA step
and flow-through was also applied to gel filtration column. Fractions
were analyzed by SDS–PAGE, pooled, and concentrated. Single
amino acid substitutions were generated using the QuikChange
mutation kit (Agilent Technologies). All mutant proteins were
expressed and purified like the wild-type protein.
Full-length His6-tagged ScElp3 (ScElp3H6) was recombinantly
expressed in E. coli together with GroEL (plasmid pGroEL kindly
provided by Dr. Aguilar Netz, Marburg) and solubilized from inclu-
sion bodies in buffer containing 8 M urea. Affinity purification on
Ni-NTA-agarose was performed in the presence of 8 M urea
followed by Fe/S cluster reconstitution in vitro in an anaerobic
chamber [49]. Shortly, 53 mg of the apoprotein was first allowed to
assemble iron at room temperature in a reaction volume of 150 ml
containing 10 mM Tris–HCl, pH 7.5, 2 mM DTT, 8 M urea, and
220 lM ammonium Fe (III) citrate. After 5 min of incubation, S-
adenosylmethionine (SAM) was added to a final concentration of
350 lM. 10 ml 10 mM Tris–HCl pH 7.5 supplemented with freshly
prepared 20 mM Li2S and 2 mM DTT was added and folding was
continued for 20 min. The resulting protein preparation was
dialyzed against 10 mM Tris–HCl pH 7.5 and 150 mM NaCl and
concentrated 40-fold by Amicon tubes with 50-kDa MWCO
membrane before it was anaerobically applied to a gel filtration
column (HiLoadTM/60 Superdex 200 Prep. Grade) in 10 mM
Tris–HCl, pH 7.5; 150 mM NaCl buffer supplemented with fresh
1 mM NaDTH to prevent oxidation of reconstituted Fe/S cluster.
The reconstituted ScElp3H6 protein eluted as a single peak and was
stored in anaerobic tubes.
Crosslinking mass spectrometry analyses
50 lg (1 mg/ml) of purified Elongator complex was crosslinked by
addition of an iso-stoichiometric mixture of H12/D12 isotope-coded,
di-succinimidyl-suberate (DSS) or di-succinimidyl-glutarate (DSG,
Creative Molecules). Equal amounts of crosslinker were added ten
times every 4 min to a final concentration of 0.5–2 mM. The
crosslinking reactions were allowed to proceed for 30 min at 37°C
and quenched by addition of ammonium bicarbonate to a final
concentration of 50 mM for 10 min at 37°C. Crosslinked proteins
were denatured using urea and Rapigest (Waters) at a final concen-
tration of 4 M and 0.05% (w/v), respectively. Samples were
reduced using 10 mM DTT (30 min at 37°C), and cysteines were
carbamidomethylated with 15 mM iodoacetamide (30 min in the
dark). Protein digestion was performed first using 1:100 (w/w) LysC
(Wako Chemicals GmbH, Neuss, Germany) for 3.5 h at 37°C and
then finalized with 1:50 (w/w) trypsin (Promega GmbH, Mannheim,
Germany) overnight at 37°C, after the urea concentration was
diluted to 1.5 M. Samples were then acidified with 10% (v/v) TFA
and desalted using MicroSpin columns (Harvard Apparatus). Cross-
linked peptides were enriched using size exclusion chromatography
[50]. In brief, desalted peptides were reconstituted with SEC buffer
(30% (v/v) ACN in 0.1% (v/v) TFA) and fractionated using a
Superdex Peptide PC 3.2/30 column (GE) on a Ettan LC system (GE
Healthcare) at a flow rate of 50 ml/min. Fractions eluting between 1
and 1.5 ml were evaporated to dryness and reconstituted in 50 ll
5% (v/v) ACN in 0.1% (v/v) FA.
Between 2 and 10% of the amount contained in the collected
fractions were analyzed by liquid chromatography (LC)-coupled
tandem mass spectrometry (MS/MS) using a nanoAcquity UPLC
system (Waters) connected online to LTQ-Orbitrap Velos Pro instru-
ment (Thermo). Peptides were separated on a BEH300 C18
(75 × 250 mm, 1.7 mm) nanoAcquity UPLC column (Waters) using
a stepwise 60-min gradient between 3% and 85% (v/v) ACN in
0.1% (v/v) FA. Data acquisition was performed using a top-20
strategy where survey MS scans (m/z range 375–1,600) were
acquired in the Orbitrap (R = 30,000) and up to 20 of the most
abundant ions per full scan were fragmented by collision-induced
dissociation (normalized collision energy = 40, activation
Q = 0.250) and analyzed in the LTQ. In order to focus the acquisi-
tion on larger crosslinked peptides, charge states 1, 2 and unknown
were rejected. Dynamic exclusion was enabled with repeat
count = 1, exclusion duration = 60 s, list size = 500, and mass
window  15 ppm. Ion target values were 1,000,000 (or 500 ms
maximum fill time) for full scans and 10,000 (or 50 ms maximum
fill time) for MS/MS scans. The sample was analyzed in technical
duplicates (for DSG crosslinker) or triplicates (for DSS crosslinker).
To assign the fragment ion spectra, raw files were converted to
centroid mzXML using the Mass Matrix file converter tool and then
searched using xQuest [51] against a fasta database containing the
sequences of the crosslinked proteins. Posterior probabilities were
calculated using xProphet, and results were filtered using the
following parameters: FDR = 0.05, min delta score = 0.95, MS1
tolerance window of 4–7 ppm, ld score > 30. The mass spectrome-
try proteomics data have been deposited to the ProteomeXchange
Consortium via the PRIDE [52] partner repository with the data set
identifier PXD005251.
In vitro interaction assays
Typically, 20 lg of GST-tagged proteins or mutants and increasing
amounts of untagged binding partner protein was incubated at 4°C
for 2 h with glutathione Sepharose in 20 mM Tris pH 7.5, 150 mM
NaCl, 5 mM DTT, and 0.1% Tween-20. The beads were washed five
times with incubation buffer and subsequently resuspended in SDS
loading buffer. Inputs and bound proteins were separated using
denaturing SDS–PAGE and visualized using Coomassie blue stain.
ITC measurements
Isothermal titration calorimetry was performed with a VP-ITC
Microcal calorimeter (Microcal, Northampton, MA, USA). To
measure the Elp1 Elp4 interactions, Elp1 samples were dialyzed
extensively against ITC buffer (20 mM Tris–HCl, pH 7.5, 150 mM
NaCl, 2 mM b-mercaptoethanol). Lyophilized synthesized peptides
(Peptide Specialty Laboratories, Germany) were solubilized in ITC
buffer just before use. Protein/peptide concentration in the cell was
10 lM and 100 lM in the injection syringe. The data were analyzed
using Origin software (GE Healthcare).
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Elp123 negative-stain EM and image processing
3.5 ll aliquots of freshly purified Elp123 complex were applied to
glow discharged carbon copper-collodion (Sigma) grids for 2 min
and stained with a 1% uranyl acetate solution (w/v). A total of 216
images were collected on a FEI Tecnai Spirit microscope operated at
120 kV using a Gatan Ultrascan 4000 camera at a final magnification
of 49,000×. The defocus of the selected images ranged from 1.5 to
3.5 lm and the pixel size corresponded to 2.2 A˚/pixel. Contrast
transfer function parameters were estimated using CTFFIND3 [53].
A total of 50,034 particles were semi-automatically picked using
EMAN2 [54] and subjected to reference-free classification inside
RELION [55], from which 45,650 particles were selected for sub-
sequent processing. As a starting model for the 3D classification, we
used first geometric shapes of a sphere and a cylinder slab. Second,
120 tilt pairs (0 and 55° tilt) were collected on a FEI Titan Krios at
1 lm underfocus at a pixel size of 3.78 A˚/pix. The picked 6,849
particle pairs were subjected to the random conical tilt procedure as
implemented in XMIPP [56]. Refining the geometric shapes as well
as an initial RCT model resulted in the same characteristic two-
lobed structure. Subsequently, several rounds of 3D classification
were performed and the best classes were selected based on the
comparison between the back-projections and the class averages, as
well as on their symmetric features. The first round of 3D classifi-
cation yielded two good classes (18,588 particles), and after a
second round, 6,469 particles were selected. In the third round of
3D classification, the best class showed an apparent twofold symme-
try axis (though no symmetry was previously imposed) and was
independently refined with and without C2 symmetry, yielding two
equivalent Elp123 reconstructions. The “gold standard” refinement
with C2 symmetry applied yielded a final reconstruction (2,051
particles) at 27 A˚ resolution, based on the FSC = 0.143 criterion and
35 A˚ according to the FSC = 0.5 threshold.
In addition, a fourth round of 3D classification yielded a class
lacking one of the lateral densities and thus showing no symmetry,
which would correspond to the partial Elp123 sub-complex. The
refinement step yielded a final reconstruction (1,946 particles) at
31 A˚ resolution based on the FSC = 0.143 criterion and 35 A˚ accord-
ing to the FSC = 0.5 threshold.
The back-projections of the EM models were obtained using the
“create projection library” tool in XMIPP [56].
HoloElongator negative-stain EM and image processing
3.5 ll aliquots of freshly purified holocomplex were applied to glow
discharged carbon copper-collodion (Sigma) grids for 2 min and
stained with a 1% uranyl acetate solution (w/v). A total of 204
images were collected on a FEI Tecnai Spirit microscope operated at
120 kV by using a Gatan Ultrascan 4000 camera at a final magnifi-
cation of 49,000× that corresponds to a pixel size of 2.2 A˚/pixel.
The defocus of the selected images ranged from 1.5 to 3.5 lm and
the pixel size corresponded to 2.2 A˚/pixel. Contrast transfer func-
tion parameters were estimated using CTFFIND3.
A total of 22,876 particles were semi-automatically picked using
EMAN2 and subjected to reference-free classification inside RELION,
from which 22,064 particles were selected. As a starting model for
the 3D classification, we used the Elp123 model, low-pass-filtered to
60 A˚. Four rounds of 3D classification were performed and the best
classes were selected based on the comparison between the 2D aver-
ages and the model back-projections. After the first round of 3D
classification, 7,234 particles were subjected to a second round in
which the major class gathered 5,057 particles. In the third round of
3D classification, 3,787 particles were selected from one class. After
the fourth round of 3D classification, the “gold standard“ refinement
yielded a final reconstruction (3,164 particles) at 31 A˚ resolution
based on the FSC = 0.143 criterion and 36 A˚ according to the
FSC = 0.5 threshold. A tilt-pair test [54,57,58] was performed to
confirm the handedness and correctness of our holoElongator
model.
Structural modeling
As initial structures for the modeling, we used the available crystal
structures of Elongator subunits or homology models if crystal struc-
tures were not available. For WD40 domains of Elp1, we built
homology models based on coatomer b’-subunit (PDB code: 3MKQ,
chain A) based on the alignment generated by HHpred server [59].
Due to low sequence similarity between Elp1 and coatomer b’-
subunit, these models should be regarded as low quality with the
confident assignment of the fold but uncertain sequence register.
For Elp1-CTD, we used the yeast crystal structure of Elp1-CTD (PDB
code: 5CQS) with the missing region comprising residues 739–919
added from human Elp1-CTD structure (PDB code: 5CQR) by
homology modeling. For Elp2, we used the structure published in
this work. For Elp3, we built a homology model built based on Elp3
from Dehalococcoides mccartyi (PDB code: 5L7J). This model is
predicted to be of high confidence owing to the high sequence
conservation between yeast and D. mccartyi Elp3. For Elp4, Elp5,
and Elp6, we used the crystal structure of Elp456 hexamer (PDB
code: 4A8J). Short loops and regions missing in the structures were
added to the models as flexible loops and helices based on
secondary structure predictions if they formed crosslinks potentially
useful for model. These included, for example, residues 74–86 and
375–406 of Elp3 and 1,244–1,252 of Elp1. The homology modeling
was performed using MODexplorer [60], HHpred server [59], and
Modeller [61]. The secondary structure predictions were generated
using GeneSilico MetaServer [62].
Fitting of each Elongator domain separately to the EM maps and
calculations of P-values for the fitting scores was performed as
described previously [63,64] using UCSF Chimera software [65].
Briefly, each domain was fitted using global search with an arbitrar-
ily large number of 10,000 random initial placements and a normal-
ized cross-correlation score as a fitting metric. The fits were then
clustered, in the case of Elp123 sub-complex taking the twofold
symmetry axis into account. The P-values for the cross-correlation
scores were calculated by transforming to z-scores (Fisher’s z-trans-
form) and centering, and fitting an empirical null distribution from
which two-sided P-values were computed [64].
Automated integrative modeling was performed using our previ-
ously published workflow [39] based on the UCSF Chimera, Integra-
tive Modeling Platform (IMP) package [40], version g72059d2, and
Python Modeling Interface (PMI) library (https://github.com/
salilab/pmi), version gfe8bea8.
For modeling the Elp123 sub-complex, each domain of Elp1,
Elp2, and Elp3 was firstly independently fitted to the EM map using
UCSF Chimera. The fitting was performed using a global search with
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100,000 random initial placement leading to, after clustering,
10,000–30,000 alternative fits for each domain. To ensure broad
coverage of fitting orientations and overcome that negative-stain
maps often contain artificially dense regions in the center of the
densities, which tend to “attract” the fits, the fitting was performed
with shorted optimization of 100 steps and clustering with very low
angular and the translational thresholds (cluster angle 1°, cluster
shift 1 A˚). For subsequent steps, we took the top scoring fit of Elp1-
CTD, since the fit was unambiguous for this domain, and 10,000 top
scoring fits for other domains. The fit Elp1-CTD was additionally
optimized with crude flexible fitting by generating a series of confor-
mations Normal Mode Analysis and selecting the conformation opti-
mally fitting the EM map (using the ElNemo [66] server). Then, we
generated 10,000 configurations of all Elp1, Elp2, and Elp3 domains
by recombining the above fits using simulated annealing Monte
Carlo optimization. Each configuration was generated by an inde-
pendent Monte Carlo optimization comprising 60,000 steps. The
scoring function for the optimization was a linear combination of the
normalized EM cross-correlation scores of the precalculated domain
fits, crosslinking restraint, domain connectivity restraint, and clash
score (see [39] for the implementation details). All domains were
treated as rigid bodies, including the N-terminal helices of Elp3,
which consisted rigid bodies moving independently on each other,
except short loops and linkers connecting the structured regions.
Loops and linkers that were missing in the starting structures were
excluded. The structures were simultaneously represented at two
resolutions: in Ca-only representation and a coarse-grained repre-
sentation, in which each 10-residue stretch was converted to a
bead. The 10-residue bead representation was used for the clash
score to increase computational efficiency; the Ca-only representa-
tion was used for crosslinking and domain connectivity restraints.
Since the EM restraint was derived from the original EM fits gener-
ated with UCSF Chimera, it was derived from the full atom repre-
sentation.
From the 10,000 configurations, the top scoring model was
selected and refined in Ca representation. The refinement was
performed using the same scoring function as above, but instead of
generating configuration from the predefined sets of fits, the
domains were allowed to move in continuous space and the EM
cross-correlation score was recomputed during the optimization.
The resulting Ca model was converted to the full atom representa-
tion with Modeller by using the starting domain structures and the
Ca model as constraints.
For modeling the holoElongator, we used the top scoring Elp123
model and the Elp456 crystal structure as the starting structures.
Firstly, the Elp123 model was fitted to the holoElongator map as a
rigid body using UCSF Chimera. From the fit, it was apparent that
the two lobes of Elp123 change relative orientation in the holoElon-
gator. Thus, based on the fit, we identified a hinge region around
aa. 945–960 of Elp1, and divided the Elp123 model into two lobes,
and fitted the lobes independently as rigid bodies. Then, the Elp456
was fitted to the map and the entire model was refined using the
same refinement procedure as for refining the Elp123 model.
Mapping of the sequence conservation onto protein structures was
performed using ConSurf server [67] based on the multiple
sequence alignments of Elp families retrieved from eggNOG data-
base [68]. The electrostatic potential was mapped to protein struc-
tures using Pymol and APBS [69].
Crystallization and structure determination of Elp2
Native and selenomethionine substituted crystals were grown at
18°C using the hanging drop vapor diffusion method. Purified Elp2
protein in gel filtration buffer was concentrated to 10 mg/ml and
combined with equal volume of 100 mM Tris pH 7.5, 10% PEG 6K,
1,750 mM NaCl. Crystals grew until day 2, were cryo-protected with
25% glycerol, and subsequently flash-frozen in liquid nitrogen.
Native and selenomethionine data sets for Elp2 were collected at
ESRF beamline ID14-4 equipped with a CCD camera. Data process-
ing was performed using XDS [70]. SAD phases were calculated
from identified selenium sites using autoSHARP [71]. The resulting
electron density map after solvent flattening was of good quality
and an initial model was built and subsequently refined using
Phenix [72]. The geometry of the models was validated using
Molprobity [73]. Model figures and superimpositions were prepared
using Pymol (www.pymol.org) and Coot [74].
Thermofluor analyses of Elp2 mutants
Thermostability of purified Elp2 proteins was analyzed using ther-
mofluor technology [75]. In detail, 20–50 lM of purified protein
was incubated with SYPRO Orange in 20 mM HEPES pH 7.5,
150 mM NaCl, and 5 mM DTT. Using a StepOne Plus Real-Time
PCR system (Applied Biosystems), the samples were subjected to a
temperature gradient from 20°C to 95°C (over the period of 2 h)
while simultaneously measuring the emitted fluorescence signal
(k = 590 nm).
Phenotypic analyses Elp2 mutants
A complementing clone encoding wild-type ELP2, pRS315-Elp2 was
obtained from A. Bystro¨m. A derivative, pBS4396, containing a
C-terminal TAP-tag [35] was constructed. Most of the mutant deriva-
tives were obtained by inserting in the cognate vectors three PCR
fragments covering roughly the promoter region, coding sequence,
and TAP-tag/terminator region using the Cold Fusion strategy (Sys-
tem BioSciences). For point mutants, the resulting plasmids were
generated: pBS4517 (Elp2 R626A + D627A + R628A), pBS4519
(Elp2 Y440A + D441A), pBS4520 (Elp2 D458A + E459A + K460A),
pBS4521 (Elp2 R675A), pBS4522 (Elp2 R654A), pBS4523 (Elp2
H201A + E202A + D203A + W204A), pBS4592 (Elp2 E552A-K553A-
L554A-Y555A-G556A-H557A), pBS4593 (Elp2 E597A-I598A-K599A),
pBS4594 (Elp2 R322A-E325A), pBS4857 (Elp2 R544A + H545A).
Accession numbers
The atomic coordinates and structure factors for Elp2 (PDB ID
5M2N) have been deposited with the European Protein Data Bank
(PDBe). The EM density maps of Elp123 (EMDB EMD-4151), holoE-
longator (EMD-4152), and partial Elp123 (EMD-4153) have been
deposited with the EMData Bank (EMDB).
Expanded View for this article is available online.
Acknowledgements
We acknowledge support by the EMBL Heidelberg Crystallization Platform,
the Protein Expression and Purification Core facility, and the Proteomics
EMBO reports Vol 18 | No 2 | 2017 ª 2016 The Authors
EMBO reports Structural characterization of yeast Elongator Maria I Dauden et al
276
Core Facility and technical support by V. Rybin, R. Wetzel, and H. Groetsch.
We would like to thank W. Hagen and H. Khatter for excellent technical
support on EM data collection and M. Vorländer for providing purified RNA
polymerase III. We acknowledge B. Webb, Ch. Greenberg, and A. Sali for
support regarding the Integrative Modeling Platform and A. Byström for
providing constructs for complementation studies. We also acknowledge
access and support by the EMBL/ESRF Joint Structural Biology Group at
ESRF beamlines. This work was also supported by the Ligue contre le
Cancer (Equipe labellisée 2014) (BS), the Centre National pour la Recherche
Scientifique (BS), the CERBM-IGBMC, the project Elongator from the Agence
Nationale pour la Recherche (grant ANR-13-BSV8-0005-01) (B.S.), the grant
ANR-10-LABX-0030-INRT managed under the program Investissements
d’Avenir ANR-10-IDEX-0002-02 (BS), the EMBL Interdisciplinary Postdoc
Programme under Marie Curie COFUND actions and EMBO Short Term
Fellowship (JK), the OPUS10 grant UMO-2015/19/B/NZ1/00343 from the
National Science Centre (SG), SFB 648 (KDB) and the grant “Regulation of
Elongator and DPH complexes by the Kti11/Kti13 heterodimer” (BR921/9-1
and Mu3173/2-1) from the Deutsche Forschungsgemeinschaft (KDB, MID,
CWM).
Author contributions
MID and SG established protein purification procedures; MID performed the
EM characterization and analyses. JK conducted all molecular modeling and
fitting analyses; OK-R, CF, and BS created TAP and mutant strains and
performed initial complex purifications as well as phenotypical characteriza-
tion; SG performed all biochemical and biophysical characterization and
solved the Elp2 structure. SG and AD initially characterized protein samples
by electron microscopy with the help of NAH and CS; AO performed XLMS
experiments, mass spectrometry, and data analyses with the support of SG
and MB; OFO and KDB purified and reconstituted bacterially expressed
ScElp3; MID, JK, SG, BS, and CWM designed experiments and analyzed the
data; MID, JK, SG, and CWM wrote the manuscript with input from the
other authors.
Conflict of interest
The authors declare that they have no conflict of interest.
References
1. Fredrick K, Ibba M (2010) How the sequence of a gene can tune its
translation. Cell 141: 227 – 229
2. Pechmann S, Frydman J (2013) Evolutionary conservation of codon opti-
mality reveals hidden signatures of cotranslational folding. Nat Struct
Mol Biol 20: 237 – 243
3. Thanaraj TA, Argos P (1996) Ribosome-mediated translational pause and
protein domain organization. Protein Sci 5: 1594 – 1612
4. Rezgui VA, Tyagi K, Ranjan N, Konevega AL, Mittelstaet J, Rodnina MV,
Peter M, Pedrioli PG (2013) tRNA tKUUU, tQUUG, and tEUUC wobble
position modifications fine-tune protein translation by promoting ribo-
some A-site binding. Proc Natl Acad Sci USA 110: 12289 – 12294
5. Vendeix FA, Murphy FV, Cantara WA, Leszczynska G, Gustilo EM, Sproat
B, Malkiewicz A, Agris PF (2012) Human tRNA(Lys3)(UUU) is pre-struc-
tured by natural modifications for cognate and wobble codon binding
through keto-enol tautomerism. J Mol Biol 416: 467 – 485
6. Nedialkova DD, Leidel SA (2015) Optimization of Codon Translation
Rates via tRNA Modifications Maintains Proteome Integrity. Cell 161:
1606 – 1618
7. Novoa EM, Pavon-Eternod M, Pan T, Ribas de Pouplana L (2012) A role
for tRNA modifications in genome structure and codon usage. Cell 149:
202 – 213
8. Svejstrup JQ (2007) Elongator complex: how many roles does it play?
Curr Opin Cell Biol 19: 331 – 336
9. Versees W, De Groeve S, Van Lijsebettens M (2010) Elongator, a
conserved multitasking complex? Mol Microbiol 76: 1065 – 1069
10. Glatt S, Seraphin B, Muller CW (2012) Elongator: transcriptional or
translational regulator? Transcription 3: 273 – 276
11. Kirchner S, Ignatova Z (2015) Emerging roles of tRNA in adaptive trans-
lation, signalling dynamics and disease. Nat Rev Genet 16: 98 – 112
12. Chen C, Huang B, Anderson JT, Bystrom AS (2011) Unexpected accumu-
lation of ncm(5)U and ncm(5)S(2) (U) in a trm9 mutant suggests an
additional step in the synthesis of mcm(5)U and mcm(5)S(2)U. PLoS ONE
6: e20783
13. Selvadurai K, Wang P, Seimetz J, Huang RH (2014) Archaeal Elp3 cata-
lyzes tRNA wobble uridine modification at C5 via a radical mechanism.
Nat Chem Biol 10: 810 – 812
14. Simpson CL, Lemmens R, Miskiewicz K, Broom WJ, Hansen VK, van
Vught PWJ, Landers JE, Sapp P, Van Den Bosch L, Knight J et al (2009)
Variants of the elongator protein 3 (ELP3) gene are associated with
motor neuron degeneration. Hum Mol Genet 18: 472 – 481
15. Chen CC, Tuck S, Bystrom AS (2009) Defects in tRNA Modification Associ-
ated with Neurological and Developmental Dysfunctions in Caenorhab-
ditis elegans Elongator Mutants. PLoS Genet 5: e1000561
16. Laguesse S, Creppe C, Nedialkova DD, Prevot PP, Borgs L, Huysseune S,
Franco B, Duysens G, Krusy N, Lee G et al (2015) A Dynamic Unfolded
Protein Response Contributes to the Control of Cortical Neurogenesis.
Dev Cell 35: 553 – 567
17. Close P, Gillard M, Ladang A, Jiang Z, Papuga J, Hawkes N, Nguyen
L, Chapelle JP, Bouillenne F, Svejstrup J et al (2012) DERP6 (ELP5)
and C3ORF75 (ELP6) Regulate Tumorigenicity and Migration of
Melanoma Cells as Subunits of Elongator. J Biol Chem 287:
32535 – 32545
18. Ladang A, Rapino F, Heukamp LC, Tharun L, Shostak K, Hermand D,
Delaunay S, Klevernic I, Jiang Z, Jacques N et al (2015) Elp3 drives Wnt-
dependent tumor initiation and regeneration in the intestine. J Exp Med
212: 2057 – 2075
19. Najmabadi H, Hu H, Garshasbi M, Zemojtel T, Abedini SS, Chen W,
Hosseini M, Behjati F, Haas S, Jamali P et al (2011) Deep sequencing
reveals 50 novel genes for recessive cognitive disorders. Nature 478:
57 – 63
20. Glatt S, Letoquart J, Faux C, Taylor NM, Seraphin B, Muller CW (2012)
The Elongator subcomplex Elp456 is a hexameric RecA-like ATPase. Nat
Struct Mol Biol 19: 314 – 320
21. Glatt S, Muller CW (2013) Structural insights into Elongator function.
Curr Opin Struct Biol 23: 235 – 242
22. Frohloff F, Jablonowski D, Fichtner L, Schaffrath R (2003) Subunit
communications crucial for the functional integrity of the yeast RNA
polymerase II elongator (gamma-toxin target (TOT)) complex. J Biol
Chem 278: 956 – 961
23. Hawkes NA, Otero G, Winkler GS, Marshall N, Dahmus ME, Krappmann
D, Scheidereit C, Thomas CL, Schiavo G, Erdjument-Bromage H et al
(2002) Purification and characterization of the human Elongator
complex. J Biol Chem 277: 3047 – 3052
24. Mehlgarten C, Jablonowski D, Wrackmeyer U, Tschitschmann S, Sonder-
mann D, Joger G, Gong Z, Bystrom AS, Schaffrath R, Breunig KD (2010)
Elongator function in tRNA wobble uridine modification is conserved
ª 2016 The Authors EMBO reports Vol 18 | No 2 | 2017
Maria I Dauden et al Structural characterization of yeast Elongator EMBO reports
277
between yeast and plants (vol 76, pg 1082, 2010). Mol Microbiol 77:
531 – 531
25. Singh N, Lorbeck MT, Zervos A, Zimmerman J, Elefant F (2010) The
histone acetyltransferase Elp3 plays in active role in the control of
synaptic bouton expansion and sleep in Drosophila. J Neurochem 115:
493 – 504
26. Walker J, Kwon SY, Badenhorst P, East P, McNeill H, Svejstrup JQ (2011)
Role of elongator subunit Elp3 in Drosophila melanogaster larval devel-
opment and immunity. Genetics 187: 1067 – 1075
27. Otero G, Fellows J, Li Y, de Bizemont T, Dirac AMG, Gustafsson CM,
Erdjument-Bromage H, Tempst P, Svejstrup JQ (1999) Elongator, a multi-
subunit component of a novel RNA polymerase II holoenzyme for tran-
scriptional elongation. Mol Cell 3: 109 – 118
28. Winkler GS, Petrakis TG, Ethelberg S, Tokunaga M, Erdjument-Bromage
H, Tempst P, Svejstrup JQ (2001) RNA polymerase II elongator holoen-
zyme is composed of two discrete subcomplexes. J Biol Chem 276:
32743 – 32749
29. Xu H, Lin Z, Li F, Diao W, Dong C, Zhou H, Xie X, Wang Z, Shen Y, Long J
(2015) Dimerization of elongator protein 1 is essential for Elongator
complex assembly. Proc Natl Acad Sci USA 112: 10697 – 10702
30. Dong C, Lin Z, Diao W, Li D, Chu X, Wang Z, Zhou H, Xie Z, Shen Y, Long
J (2015) The Elp2 subunit is essential for elongator complex assembly
and functional regulation. Structure 23: 1078 – 1086
31. Lin Z, Zhao W, Diao W, Xie X, Wang Z, Zhang J, Shen Y, Long J (2012)
Crystal structure of elongator subcomplex Elp4-6. J Biol Chem 287:
21501 – 21508
32. Glatt S, Zabel R, Kolaj-Robin O, Onuma OF, Baudin F, Graziadei A, Taver-
niti V, Lin TY, Baymann F, Seraphin B et al (2016) Structural basis for
tRNA modification by Elp3 from Dehalococcoides mccartyi. Nat Struct
Mol Biol 23: 794 – 802
33. Van der Veen AG, Schorpp K, Schlieker C, Buti L, Damon JR, Spooner E,
Ploegh HL, Jentsch S (2011) Role of the ubiquitin-like protein Urm1 as a
noncanonical lysine-directed protein modifier. Proc Natl Acad Sci USA
108: 1763 – 1770
34. Abdel-Fattah W, Jablonowski D, Di Santo R, Thuring KL, Scheidt V,
Hammermeister A, Ten Have S, Helm M, Schaffrath R, Stark MJ (2015)
Phosphorylation of Elp1 by Hrr25 is required for elongator-dependent
tRNA modification in yeast. PLoS Genet 11: e1004931
35. Puig O, Caspary F, Rigaut G, Rutz B, Bouveret E, Bragado-Nilsson E,
Wilm M, Seraphin B (2001) The tandem affinity purification (TAP)
method: a general procedure of protein complex purification. Methods
24: 218 – 229
36. Krogan NJ, Kim M, Ahn SH, Zhong GQ, Kobor MS, Cagney G, Emili A,
Shilatifard A, Buratowski S, Greenblatt JF (2002) RNA polymerase II elon-
gation factors of Saccharomyces cerevisiae: a targeted proteomics
approach. Mol Cell Biol 22: 6979 – 6992
37. Beck M, Schmidt A, Malmstroem J, Claassen M, Ori A, Szymborska A,
Herzog F, Rinner O, Ellenberg J, Aebersold R (2011) The quantitative
proteome of a human cell line. Mol Syst Biol 7: 549
38. Walzthoeni T, Claassen M, Leitner A, Herzog F, Bohn S, Forster F, Beck
M, Aebersold R (2012) False discovery rate estimation for cross-linked
peptides identified by mass spectrometry. Nat Methods 9: 901 – 903
39. Kosinski J, Mosalaganti S, von Appen A, Teimer R, DiGuilio AL, Wan W,
Bui KH, Hagen WJ, Briggs JA, Glavy JS et al (2016) Molecular architecture
of the inner ring scaffold of the human nuclear pore complex. Science
352: 363 – 365
40. Russel D, Lasker K, Webb B, Velazquez-Muriel J, Tjioe E, Schneidman-
Duhovny D, Peterson B, Sali A (2012) Putting the pieces together:
integrative modeling platform software for structure determination of
macromolecular assemblies. PLoS Biol 10: e1001244
41. Ferber M, Kosinski J, Ori A, Rashid UJ, Moreno-Morcillo M, Simon B,
Bouvier G, Batista PR, Muller CW, Beck M et al (2016) Automated struc-
ture modeling of large protein assemblies using crosslinks as distance
restraints. Nat Methods 13: 515 – 520
42. Setiaputra DT, Cheng DTH, Lu S, Hansen JM, Dalwadi U, Lam CHY, To JL,
Dong M-Q, Yip CK (2016) Molecular architecture of the yeast Elongator
complex reveals an unexpected asymmetric subunit arrangement. EMBO
Rep 18: 280 – 291
43. Di Santo R, Bandau S, Stark MJ (2014) A conserved and essential basic
region mediates tRNA binding to the Elp1 subunit of the Saccharomyces
cerevisiae Elongator complex. Mol Microbiol 92: 1227 – 1242
44. Esberg A, Huang B, Johansson MJO, Bystrom AS (2006) Elevated levels of
two tRNA species bypass the requirement for elongator complex in
transcription and exocytosis. Mol Cell 24: 139 – 148
45. Slaugenhaupt SA, Blumenfeld A, Gill SP, Leyne M, Mull J, Cuajungco MP,
Liebert CB, Chadwick B, Idelson M, Reznik L et al (2001) Tissue-specific
expression of a splicing mutation in the IKBKAP gene causes familial
dysautonomia. Am J Hum Genet 68: 598 – 605
46. Karlsborn T, Tukenmez H, Chen C, Bystrom AS (2014) Familial dysau-
tonomia (FD) patients have reduced levels of the modified wobble
nucleoside mcmsU in tRNA. Biochem Biophys Res Commun 454:
441 – 445
47. Puig O, Rutz B, Luukkonen BG, Kandels-Lewis S, Bragado-Nilsson E,
Seraphin B (1998) New constructs and strategies for efficient PCR-based
gene manipulations in yeast. Yeast 14: 1139 – 1146
48. Salgado-Garrido J, Bragado-Nilsson E, Kandels-Lewis S, Seraphin B
(1999) Sm and Sm-like proteins assemble in two related complexes of
deep evolutionary origin. EMBO J 18: 3451 – 3462
49. Bruser T, Yano T, Brune DC, Daldal F (2003) Membrane targeting of a
folded and cofactor-containing protein. Eur J Biochem 270: 1211 – 1221
50. Leitner A, Reischl R, Walzthoeni T, Herzog F, Bohn S, Forster F, Aebersold
R (2012) Expanding the chemical cross-linking toolbox by the use of
multiple proteases and enrichment by size exclusion chromatography.
Mol Cell Proteomics 11: M111.014126
51. Leitner A, Walzthoeni T, Aebersold R (2014) Lysine-specific chemical
cross-linking of protein complexes and identification of cross-linking
sites using LC-MS/MS and the xQuest/xProphet software pipeline. Nat
Protoc 9: 120 – 137
52. Vizcaino JA, Csordas A, Del-Toro N, Dianes JA, Griss J, Lavidas I, Mayer
G, Perez-Riverol Y, Reisinger F, Ternent T et al (2016) 2016 update of
the PRIDE database and its related tools. Nucleic Acids Res 44:
D447 –D456
53. Mindell JA, Grigorieff N (2003) Accurate determination of local defo-
cus and specimen tilt in electron microscopy. J Struct Biol 142:
334 – 347
54. Tang G, Peng L, Baldwin PR, Mann DS, Jiang W, Rees I, Ludtke SJ (2007)
EMAN2: an extensible image processing suite for electron microscopy. J
Struct Biol 157: 38 – 46
55. Scheres SH (2012) RELION: implementation of a Bayesian approach to
cryo-EM structure determination. J Struct Biol 180: 519 – 530
56. Sorzano CO, Marabini R, Velazquez-Muriel J, Bilbao-Castro JR, Scheres
SH, Carazo JM, Pascual-Montano A (2004) XMIPP: a new generation of
an open-source image processing package for electron microscopy. J
Struct Biol 148: 194 – 204
57. de la Rosa-Trevin JM, Quintana A, Del Cano L, Zaldivar A, Foche I, Gutier-
rez J, Gomez-Blanco J, Burguet-Castell J, Cuenca-Alba J, Abrishami V et al
EMBO reports Vol 18 | No 2 | 2017 ª 2016 The Authors
EMBO reports Structural characterization of yeast Elongator Maria I Dauden et al
278
(2016) Scipion: a software framework toward integration, reproducibility
and validation in 3D electron microscopy. J Struct Biol 195: 93 – 99
58. Rosenthal PB, Henderson R (2003) Optimal determination of particle
orientation, absolute hand, and contrast loss in single-particle electron
cryomicroscopy. J Mol Biol 333: 721 – 745
59. Soding J, Biegert A, Lupas AN (2005) The HHpred interactive server for
protein homology detection and structure prediction. Nucleic Acids Res
33: W244 –W248
60. Kosinski J, Barbato A, Tramontano A (2013) MODexplorer: an integrated
tool for exploring protein sequence, structure and function relationships.
Bioinformatics 29: 953 – 954
61. Eswar N, Webb B, Marti-Renom MA, Madhusudhan MS, Eramian D,
Shen MY, Pieper U, Sali A (2006) Comparative protein structure model-
ing using Modeller. Curr Protoc Bioinformatics Chapter 5: Unit 5 6
62. Kurowski MA, Bujnicki JM (2003) GeneSilico protein structure prediction
meta-server. Nucleic Acids Res 31: 3305 – 3307
63. von Appen A, Kosinski J, Sparks L, Ori A, DiGuilio AL, Vollmer B, Mackmull
MT, Banterle N, Parca L, Kastritis P et al (2015) In situ structural analysis
of the human nuclear pore complex. Nature 526: 140 – 143
64. Bui KH, von Appen A, DiGuilio AL, Ori A, Sparks L, Mackmull MT, Bock T,
Hagen W, Andres-Pons A, Glavy JS et al (2013) Integrated structural analy-
sis of the human nuclear pore complex scaffold. Cell 155: 1233 – 1243
65. Pettersen EF, Goddard TD, Huang CC, Couch GS, Greenblatt DM, Meng
EC, Ferrin TE (2004) UCSF Chimera–a visualization system for explora-
tory research and analysis. J Comput Chem 25: 1605 – 1612
66. Suhre K, Sanejouand YH (2004) ElNemo: a normal mode web server for
protein movement analysis and the generation of templates for molecu-
lar replacement. Nucleic Acids Res 32: W610 –W614
67. Ashkenazy H, Abadi S, Martz E, Chay O, Mayrose I, Pupko T, Ben-Tal N
(2016) ConSurf 2016: an improved methodology to estimate and visual-
ize evolutionary conservation in macromolecules. Nucleic Acids Res 44:
W344 –W350
68. Huerta-Cepas J, Szklarczyk D, Forslund K, Cook H, Heller D, Walter MC,
Rattei T, Mende DR, Sunagawa S, Kuhn M et al (2016) eggNOG 4.5: a
hierarchical orthology framework with improved functional annotations
for eukaryotic, prokaryotic and viral sequences. Nucleic Acids Res 44:
D286 –D293
69. Baker NA, Sept D, Joseph S, Holst MJ, McCammon JA (2001) Electrostat-
ics of nanosystems: application to microtubules and the ribosome. Proc
Natl Acad Sci USA 98: 10037 – 10041
70. Kabsch W (2010) Xds. Acta Crystallogr D Biol Crystallogr 66: 125 – 132
71. delaFortelle E, Bricogne G (1997) Maximum-likelihood heavy-atom
parameter refinement for multiple isomorphous replacement and multi-
wavelength anomalous diffraction methods. Macromol Crystallogr A 276:
472 – 494
72. Adams PD, Grosse-Kunstleve RW, Hung LW, Ioerger TR, McCoy AJ, Mori-
arty NW, Read RJ, Sacchettini JC, Sauter NK, Terwilliger TC (2002)
PHENIX: building new software for automated crystallographic structure
determination. Acta Crystallogr D Biol Crystallogr 58: 1948 – 1954
73. Davis IW, Leaver-Fay A, Chen VB, Block JN, Kapral GJ, Wang X, Murray
LW, Arendall WB, Snoeyink J, Richardson JS et al (2007) MolProbity: all-
atom contacts and structure validation for proteins and nucleic acids.
Nucleic Acids Res 35: W375 –W383
74. Emsley P, Cowtan K (2004) Coot: model-building tools for molecular
graphics. Acta Crystallogr D Biol Crystallogr 60: 2126 – 2132
75. Boivin S, Kozak S, Meijers R (2013) Optimization of protein purification
and characterization using Thermofluor screens. Protein Expr Purif 91:
192 – 206
76. Combe CW, Fischer L, Rappsilber J (2015) xiNET: cross-link network
maps with residue resolution. Mol Cell Proteomics 14: 1137 – 1147
77. Kosinski J, von Appen A, Ori A, Karius K, Muller CW, Beck M (2015)
Xlink Analyzer: software for analysis and visualization of cross-linking
data in the context of three-dimensional structures. J Struct Biol 189:
177 – 183
License: This is an open access article under the
terms of the Creative Commons Attribution 4.0
License, which permits use, distribution and reproduc-
tion in any medium, provided the original work is
properly cited.
ª 2016 The Authors EMBO reports Vol 18 | No 2 | 2017
Maria I Dauden et al Structural characterization of yeast Elongator EMBO reports
279
